Synopsis
. On the other hand, enzyme activities associated with the membrane system of liver and other organs were biochemically studied , and among them, a limited number of enzymes were reported to be solubilized by physical and chemical treatments (Reid, 1967) . As to the enzymes related to the steroidogenesis , one constituent of the 21-hydroxylase system which was associated with adrenal microsomes was isolated and purified as cytochrome P-450 , which plays the role of activating the molecular oxygen in the course of the hydroxylation (Omura et al., 1965) .
In this paper, the enzymes related to testosterone biosynthesis from pregnenolone were studied of the status in the microsomes, by application of several physical and chemical treatments which had been used for solubilization of microsomal enzymes. Then , thus obtained steroid fraction was subjected to the analysis of silica-gel thin layer chromatography for separation of the metabolites, developed by the benzene-acetone (18:2) system, and other systems , as previously reported (Shikita and Tamaoki, 1965) .
Quantitation of the sterioid metabolites
The steroid fractions were separated and purified by repeated thin-layer chromatographies with and without chemical derivations , after extraction from the scraped silica-gel powder on the spots which were detected autoradiographically . An aliquot of the extract was transfered to a counting vial , and the organic solvents were evaporated with a stream of nitrogen. Then, 11ml of the liquid scintillator which consisted of PPO or 2,5-diphenyloxazole 0 .4% and POPOP or 1 ,4-d i-[2-(5-phenyloxazolyl)]-benzene 0.01% in the redistilled toluene was added to the vial, and then, the radioactivity of the 14C or 3H involved in the sample was measured by a liquid scintillation spectrometer (Nuclear Chicago, System 725, Des Plaines, I11., U.S.A.). The efficiency of counting radiocarbon was 74%, and, for the double isotope tracer experiment, the efficiencies of simultaneous counting 14C and 3H were respectively 57% and 32%. 2. Phospholipases C and D.
The phospholipases C1 and D were respectively incubated at pH 7.0 with the testicular microsomes, and then the testicular enzyme activities were examined of the supernatant fluid and the precipitates of the treated and untreated microsomal preparations , res- It is known that phospholipase A removes the fatty acid from the 2-position of phospholipid, which is a component of the cytomembrane, whereas phospholipase C and D release choline and diglyceride respectively from the phospholipid. (Ansell and Hawthorne, 1964) . The microsomal enzyme activities related to testosterone production were inhibited by phospholipases C and D, but not significantly by the phospholipase A preparation. The similar tendency as stated above was reported also of adenosine triphosphatase of cerebral microsomal fraction, which was partly solubilized by some surface active reagents (Swanson et al., 1964) . 
